HA1 and HA2 were PCR-amplified from HCT116 genomic DNA with primers (P1, P2, P3 and P4) and each contained unique restriction enzyme sites. PCR products were digested and ligated into the pSEPT vector through these restriction enzyme sites. The NotI sites in HA1 and HA2 allowed the cloning of the two HAs, and the SEPT/LoxP cassette into the pAAV vector containing the ITRs (inverted terminal repeats) sequences necessary for viral packaging.
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Figure S2 ChIP/qPCR occupancy analysis of the p21 promoter (A) LSD1 binds the p21 proximal promoter in the wild-type HCT116 cells. The highest enrichment of LSD1 detected was located 48 bp upstream of the TSS (p21-1) as compared with 418 bp upstream of the TSS (p21-2). The relative enrichment of LSD1 levels for the distal promoter region of VAT1L gene (approximately 5000 bp upstream of the TSS) (VAT1L-1) was set to a value of 1. (B) Loss of LSD1 at the p21 promoter does not alter the level of active histone marks. The composite graph shows levels of histone marks at the proximal region of the p21 promoter (48 bp upstream of the TSS) as normalized to H3, indicating no enrichment of the active marks at p21 proximal promoter. The relative enrichment of histone modifications for the parental HCT116 cells was set to a value of 1. Results are means + − S.E.M. for three independent immunoprecipitations with PCR performed in triplicate.
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